58 C 1162 



(54) PROMOTER FOR PRODUC^WneURO GROWTH FACTOR AiND ITS M 
PRODUCTION ^ 
(11) 5-284992 (A) (43) 2.11.1993 (19) JP 

(21) Appl. No. 4-119532 (22) 14.4.1992 

(71) SAGAMl CHEM RES CENTER (72) TOMOKO TSUJI(2) 

(51) Int. CP. C12P21/02,A61K37/02//A61K37/24,C07K5/06(C12P21/02,C12R1/80) 

PURPOSE: To obtain the subject promoter useful for preventing and treating dementia, 
disorder of peripheral nerve, etc., having promoting activity of production of neuro 
growth factor by aerobicaliy culturing a specific fungus belonging to the genus Penicilli- 
um, capable of producing a tripeptide under a stationary condition, collecting a product 
and pharmaceutically manufacturing. 

CONSTITUTION: A fungus (e.g. Penicillium fellutanum SCRC-f25 (PERM P-12,385) belong- 
ing to the genus Penicillium, capable of producing a tripeptide of the formula is inocu- 
lated into a medium, subjected to stationary culture at 25'C for 11 days, the culture 
solution is filtered by tripled gauze and separated into mycelia and a supernatant 
liquid. The mycelia are cut with scissors into small fragments, which are shaken 
and extracted in methanol at room temperature for 3 hours and filtered. The solvent 
is distilled away from the filtrate under reduced pressure, the residue is redissolved 
.in 90% methanol, extracted with n-hexane. the hexane layer is removed, the methanol 
layer is subjected to reversed phase column chromatography, purified to give the 
tripeptide of the formula. The tripeptide as an active ingredient is pharmaceutically 
manufactured with a medicine carrier to give the objective promoter for production 
of neuro growth factor. 



(54) ANTI-HUMAN PIVKA-II ANTIBODY, HYBRIDOMA AND METHOD FOR 

IMMUNOLOGICAL MEASUREMENT 
(11) 5-284994 (A) (43) 2.11,1993 (19) JP 

(21) Appl. No. 4-118400 (22) 10.4.1992 
(71) lATRON LAB INC (72) YOSHIO J0(1) 
(51) Int. CP. C12P21/08,C12N5/20,G01N33/577//C12N15/06 



PURPOSE: To obtain a new monoclonal antibody useful for immunological deter- 
mination of human PIVKA-IL 

CONSTITUTION: A monoclonal antibody (immunoglobulin class is IgG) specifically 
reacting with human PIVKA-II but not human prothrombin and human thrombin. 
The monoclonal antibody is obtained by culturing a hybridoma of mammalian 
spleen ceils immunized against artificial human PIVKA-II prepared by 
decarboxylating human prothrombin and mammalian myeloma cells. 



(54) METHOD FOR MEASURING AMOUNT OF POLLEN AND COMPOSITION 

THEREFOR 
(11) 5-284995 (A) (43) 2.U.1993 (19) JP 

(21) Appl. No. 4-116870 (22) 9.4.1992 
(71) EKUOSU RES K.K. (72) MASAHIRO SUZUKI(2) 
(51) Int. CI^ C12Q1/28//G01N21/78 



PURPOSE: To measure an amount of pollen more accurately and simply than 
a conventional pollen sensor and to obtain a composition therefor. 

CONSTITUTION: A method for measuring an amount of pollen consists of a 
process for taking out cytoplasma of pollen, a process for forming water and 
a coloring matter from hydrogen peroxide and a color primary body by action 
of peroxidase in the cytoplasma and a process for measuring the formed color- 
ing matter. A composition for measuring the amount of pollen consists of a 
reagent for taking out the cytoplasma of pollen, hydrogen peroxide and a color 
primary body in a medium. 
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(54) [^H^c7)^?5^] fitt h p I VKA- 1 I tm, -f'j v-^^^-cPsm^mmi^:^^ 



(57) I^^] 

im^] t hP I VKA"II^S/S-r'5;$s^ 

jfiL^f^3N'4>cDP l VKA-II§r. #IRX5g 



1 

fcAXStJt h P I VKA-IIT*:fe^LfcPtfLtbifecOJi*Ii 
[if*^3] thPIVKA-II. t h hn>'tf>':j3 

;^cAXfK3t: hP i VKA-II-e^fe3KbfcPi?Lt&^(0»|i^ 
[f»*:a5] t: bP I VKA-II:|3j:D?t 

;^cAx«3t bp I yKA~uxi^&i.tim9imm<omm 

VKA-II<Dil!)^;^&o 
[0 0 0 1 1 

[]S«J:(0^iJffl:»^li^J :^mm\t.. t h P I VKA-II 
(Protein induced by vitamin K absense- II) (;i>t^L 

[0 0 0 21 

haVt'^VOl Of@(DG 1 aO— SlSfc^V^ 

S (KTGlu^V^5) ^7?^^T*jkfp(:iSil Lr< 5o 
r(O^S^>'^^VMSr^1trt:I ha Vt*>-r/^:bi^P I V 
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2 

(Oigf b V — -5 V ^f^^^^<0^:^ ^ — (D fc i6 CD 

-^-^tf—ti^xmmU^ivxr^^^^ ^(Ofz.}^^ jfiL?Rfe6 

v^^^Jk$ft^^DP I v¥.A-ii<Dm'k^mt^<>mm^m'& 

10 0 0 3] ^^e?fE;^^e>^?>^^TV^5P I VKA-IlCDf^ 
10 ffi^fflV^^:^fe-ffc5o ®2CD:i^feH. PI VKA-II 
haVt-^^-^K*, ^^b. PIVKA-IlSr^x 

p iY¥.A-ii'^^^m\^mmt^'^/^^—^/\^^^ 

[0 0 0 4] L:0^b/^;^)5e>. ® 1 cOir&t^^S;$5® < ^ 

Y.A-mcmm^faif-'o ^ ^—'r)\^^^<r>mws^mmx 

a-. ^^;^sfe^i:V^5S'^oP^M^;$5fe-5o ^3 

Yi^m^m\m\'m,x^fii\^!KMj)'^^^. m4<D^mx 
^i^^^mcm^x^ :&j^xm i^xz^m2 <D:^m<ox 

[0 0 0 5] 

[5I5^;$5»^LJ: 5 ^-T^il®] *^0J^f^. P I VK 

-r^-^Km.Mm^^vfc'^M. t hp i vka-uci^ 

t h:7^a hp:^tf:/{c:(:iSJt£^b 
/ctV^lg ^n— (GLA-1. GLA 

-2) . t: h ha:/tf^:JoJ;U?t h:/a ha>-lf>-<DM 
*(cSi^^tt€'^-r^2(D^/:i^n-^/l.Jft^^p (T- 
40 1. T-2) . t: h:/a ha>'tr>'tcS^£^^^-r;65, t 
h ha>if>'(;i(iSJSb/j:V^|^3co^y iJ^n—^y^fct^^ 

(PT-1. PT-2) <D3mm<o^y ^r^—r/Uin 

(7) ^ y n — ^7 V^^^ ^ ^ 2 ^ V ^ 3 (D ^ y ^ n 

P I VKA-II^ai5g^^o:iE?t(-. B/F^:>il>^i£^^^i 
•^T. L;^»^^);^fr^^(;iP I VKA-ll{clt-<TA»(c# 

50 -r^^i::05-e^^r ^^^V^fcL/e:o S^oT. *^Kco 
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[0 0 0 6] 

(1) t hP I VKA-ll^#S6ti(cSiS;b. t h:7^D 
(2) thPIVKA-II, thhav 
/v^^*:. *5i:T^, (3) h I VKA-II*5j:iC^t: h 

bP I VKA-II-C:^fe^b;fePi?Lt^J^^o|$Ii^nf?Li!J^^ 
^y^n— ^/W^^ (1) , (2) (3) 

iB^y ^n-'^/Vfet^: (2) ^fcfiffffB^y ^--t*/!^ 
*t:#: (3) c7)/i>/^< 1 1> lffi*5i;U^fflfE^y ^cr— ^/W 
(1) ^> ffi^^JPF^^SfiiS-^. M^t^Jtsf(c*5tt 

10 0 0 71 ^n-^/Wfet^. ^n-T 

LT>^V^5AX6^P I VKA-llfi. M;1I^P. 
A. Price (J. Biol. Chem. 25 

4, 4 3 1, 1 9 7 9) (ct¥oTlSM-r^:it;05-Ct 
5o »:(^. JffKbfcAXP I VKA-II^ffiig^M^ffl 
v^-CBf?Lii)i^ (^!lx.f^. -r^:^. ^^yh. -^^ 

[0 0 0 8] m^\^. )PfMb;^cAXP I V 

K A - im&m^m^mMco k^^^t ^ 

[0 0 0 9] ^J5&^^(cfflv^^t>5-:&<Oj^^J5S■r$>5 

^J!St*. Mxtf. p3 (p3/X63-Ag8) [N a 
ture, 256, 495-497 (1975)]. p 
3— Ul [CurrentTopics in Mic 
robiology and Immunology, 
81; 1-7 (1978)]. NS-1 [Eur. J. 
I mm unol. , 6;511-519 (197 
6) ] . MPC-11 [Cell. 8;4 0 5-4 1 5 
(1976)]. SP2/0 [Nature, 276; 



269-270 (1978)]. FO[J. Immun 
ol. Meth. , 35;l-21 (1980)]. X 
6 3. 6. 5 5. 3 [J. Immunol. , 123; 
1548-1550 (1979)]. S194 [J. E 
xp. Med. , 148;313-323 (197 
8) ] . *fc{^^5/ hK^if^R2 10 [Na t u r 
e, 277; 131-133 (1979) ];Jc^*^ 

[0 0 10] i^mmmmmt^:^^-'^mmt( 
ixbVj:^*) >^fflv^^- ^fc-et^o -^mmmMmt^:^ 

5^n-^^Jia(;i^LTJ¥K^Ji&^^l'-l Of^S^cO 

»-cfflv^So m^mi^mh\.x\^. mx.\^. 40% (w 

— ^/Vjgttfe (DMEM) ^fflV^-5r 

^la^^^L. :/y }^—r^m±m(o^i^m^<D^ 

M<^. ^Jx.f^EL I SAffi(;iJ;oT?l!l^L. gfitl^-r-S 
[0 0 11] :i 5 LT#fettfc. r^^u— 

[0012] ^fd. tirfBco/N-r:/y K-^r^ig^-t-^ig 

^^ffiV^^^ »ai(;^t^DMEM(C^v-J&iljfiL 

[0013] l^^tS(D^^>r y k--^co^«(^. -r • tr 

h P <Dm^ X 5 % C O2 i; 3 

x^m-r^m^ia^m 1 4 0 mmmi~^<Dmji^ bv\ 

[0 0 14] tfflEco^N^:/y K— ^^^ffi(cJ:orJg« 
40 L/cJg*?^d^fe. foSV^^^ff^|a6®^DV^-fl^;^^^0^^>r:/ 

[0 0 15] 5^-bTiK3t$^^/cJg*^g^fef^-x- 
50 Am^^mm^m^^^mmti yj^.^n^v^y^^ 
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(1) H hF IVKA-Ut^mmcRJt^V. t hP^a 
-2) . 

(2) t h bu vifv*3j:0^h b>^n hn:xt*>'i:#M 

(3) t h:/a hn>-if>'^#^6^j{cS;Sb. thhn 

[0 0 18] *5l5^^D:^fe^^6^}^fi:^ffitcfflv^-5S«^|^ 

[0 0 19] ^^^ttai^i: LTti. ^Kig^#:c^«*SJt£: 
[0 0 2 0] *5lgg(cJ:^^y ^a— 

[0021] *^5g^D^&^^W^»::&&^c*5V^T^^. M 

n^mxh^) ^^1 

LTI^K ^ 2 ffi* 3 « 

>lv^^;5^ fc^v^^^, 2ffi^fc:(^ 3a<^-=ey t3— 
^fr^^^ i®<o;f:SftSmc@^ll:LTlSKL/c«^ 
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'r/uifii$i:^:^mitt^mz.m^iti.xmmiVfz.m^» i a 
^^io^tvxn^ mim(omi<o^y ^ti-^/ui^i^ 

(GLA-l. GLA-2) ^ ^ 2 (D^ / ^ n — ^/^^ 
^ (T-1, T-2) t<0*l^'g^:b'^;$S^f^bV\ 
[0 0 2 2] *^K^D^D^:&^S{C*DV^T^^. tulEcD^y 

^^&(OF I VKA-II§r^^-r^*i4S?^^?tSfO-« 

isimnn m^mm immuKn\^xmu<Dm^ 
^mmyi^ {i%)^±(Dmm ^i-3mmuMx.xmm 

w) ^M^xm^^-^x^x\^\ z.ov.xm^^iv^m 

"^(OU^t^hF I VKA-II^gS^^^*S^^T5^i^:65-e 
[0 0 2 3] 

-r^t^. :^^m\^^y(omMm\^x.oxm^^th^h<r> 

X\t.fi:\\ 

mMmi : AX6^P I VKA-imi§iK 
30 (a) AX61JP I VKA-Ilco|§iKf^. ^^-^"^ h n 
tf:/i:*9 P. A. P r i c e<D;^fe (J. Biol. C 
hem. 254, 431, 1979) (Ct^oTfTofCo 
fip-^. 3mg<Dt: hn^/tf^-^^O. 0 5M:^^*5 

J:U^O. 1MNH4HC03(-^»L. »^^^bfCo 
i^ffTT*g;^y^n bnvif>-^l l 0 t:-e;!?pfSiL. 
^^±yr'fy^:^G~-' 1 0 0{cJ:-5y/i-^ n-v- b>>"^:7 

^-tcjit) (4^) mui^f^o 
[0 0 2 4] ( b ) ^mmmmmcomm: 

AXP I V}^A-im^WMm (A2 8 0 nm=0. 
40 1) ^m'^(OZ7n^i^Y&:^'^Tiy^^<>hbmtir^ 
^XU^l.. ^<om^m2 0 0 At 1 ^BALB/c^^ 

iHi^feS) o 3O0^iam. mmhmm<Dm^m2 0 0 ^ 

^2IE]:^fe^;0^?> 2 1 AXP I VKA-II^fe^ 

(A280nm=0. 1) ^^^1:0^3®A:^;^CT* 
#f^bT|SKL^c:AXP I VKA-II#f^^K2 0 0^1 

50 ttJL. ^feO^ffi-a-X^tcKfi^^bi^Co 
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[00 2 5] (c) 

^5 Om 1 — 5 00Xg-n05>K 

(1 5 5mM-NH4 C K lOmM-KHCOg. 1 
mM-Na2 EDTA : pH7. 0) 4ml ^MA.^ B 

m^'^tco 1 5%i>va&iijfiLmi om i ^^t^uuB^ 

[0 0 2 6] — :*r. T^6:**LT*5V^fc■N-^7>^;5:3^p^ 
•^^fflJiS (-tttM^EBIS) SP2/0-Agl4 (Sih:^ 

^g^i^-v^^^-:^^^Jia^^T) »52 X 1 o^^(cMISji$li 

^^L^^ll^^Tofc (5ooxg. io^:>ra) o 't<r>±m 

l^>^>/y ::iWW4 0 0 O^fK (3 8r{;i>RM) 0. 5m 

ME®*te$r3 0#fe(Clml-roSPx.T. ^^-r/^^ 
'^;6^CIiI^^'^fCo w(DS>f^^l 0[H]#l9igL.fc=^. 1 
5%^^V|&iljfiLm2 Om 1 $r^tpDME:©*tfe^iPx.T. 

(5 0 0 X g . 1 0^^) ^^TofCo 
5feL:fe^. 1 5%^z^^}^^m^^t^nAT^m (DM 
E^±fe{cr^y:/^y ^4 X 1 0-^M. v^vi. 6 

XIO-^M. t:;^f^rf-V^Vl X 1 0-*M(C7fe-5 J; 
^*Pb:fet3(D) -CM^i^^jy h^^^L>&tcJ:oT2[El^5fe 
^^Uyh^. f^rlBHAT:^j^64 Om Uc^lPbfCo ^O^^ 
J§S®I®*^^9 6 b(7)#^7^/KC2 
0 0// l-fo^^au. sro^^:;^;;^^^^?^^^;;^^^* 
^-C3 7t(;iTj$«^M*&b/Co 2-3 0raPS 

ATigilfel 0 0 // 1 ^^JOx.'Sr "PHATJ^tfetfi-e 
i«5iS'r5/^^:/y K— v^3ltRb:fco 8 0S;5i-C>15% 
^7v^5&J^i&Lm?r^tpHAT:^:H^ (DMEi$*fe{;i^ 5 v^V- 

1. 6 X 1 o-'M. t3}^^i^v^:/ 1 X 1 o~'M(;i^^'5 

1 0 P id. ^tficOEL I S Afe(;iJ: 
feiAXP I VKA~IIfei#:jg^xN-r7'y ^?rX 
^ V ^ I. fCo 

[0 0 2 7] (d) ^N^:/y ^co^fic 

El. 1 SA&\;iXy)m^l^rCo 9 6 !^^yl-EL I SA>S 
(Immu 1 o nl. 1. . -T^r iy ^ 
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m (A2 8 0nm=0. 0 5. ^3®^i&7KT*#3g^bfc) 
5 0// l-ToSr^a^aL. 2 5*CT*2^K*^®LfCo ^ 

0. 0 5%Tw e e n2 0-±m^M:^X3m^^ 
Lfc^. #^^::^/l-(C:^«?^_b«5 0 // 1 ^^Px.. 2 51C 

[0 0 2 8] m^. Twe e n 2 0-^3@^:^*r*2 0 

^ith. y^^-^-:?^) 5 0// 1 ^^^:^Mz.m^fCo SiS 
10 ^T^. 0. 0 5%Twe e n2 0-±m±M^X^^ 

^/u^3\m^i^v. 0. 5mMr^yT>5^t°y i 

OmM:7^y— /l^:fei:t^O. 0 0 5%igiKfli*^7k^^ 
tp^?K2 5 0 // 1 §r#!>^/Wc:;(jPx.. 2 S'C'TS 0 5>W 
SiS^-^x #!>^/V'(04 9 0 nrnfC^ott-SK^feft^SlI^ 
l^fCo ^(Om^. 19 2 6 ^:^Mc^i^m± 

:^m^hivrCo ^(0 6 ^^m/ixtfJcoW >^y K— -r^2 4 

TJgj^^TM-5 Pra:^«bfCo SSELISA 

^(cioTSiAxp I yKA-imi^<Dm±<D^m^m 

i:5(-#3KL/c^J!a^^M^lr> iF-i^iE^B A L B/ c ^ 
-^'>:^(Dm^M^^^^:=^/l-htL^ 2X1 o'te^^ffibT 

9 6 1 0 0 // 1 

abfCo 10 0^. EL I S AffiCcJcoTAXP I VK 
A"II#MS^fei#:^^jg^-r5^^^:/y K— vcO:^^a-^- 
^:;<^y--v^bfCo 

[0 0 2 9] -^co^*. ^/N-r:>^y K—^(co#. 2 0 
-4 Ote<DK#:ffi^>^cr-V;$s#f,ttfCo rixe>c0^n 

^^^fbSrtrv^. 6a<^SiAXP I VKA-llfeift:S^/N>f 
:/yK— ^GLA-1. GLA-2. T-1. T-2, 
*5j:t5PT-l. PT-2^m^l^f:io ^i%it>6m<D^^ 

GLA-1. GLA-2. T-1. T-2. ^XX^PT 
-1. PT- 2 i t: hy^a hn>-t^vfe-5V^(ll^ b 

^-ifv (T-^:/X- y-y--^%h. t;<v:^) t<DS.ft^^ 

9 6 ^^:3:./^EL I S Afla^^V— hfct h hn:/^^^/ 
40 fe5V^fit hn^^lf^-^teff b. ttflBcOEL I S 

Amtmm(o:^m^xK>m^tio ^^j^^—^/i^^wg 

LA-l. GLA-2fit h hr3 Vtf^-^ t h^^ci hn 

T~l. T— 2(^t: h havtfv-^ t h:7'u hn>-lf> 
c^M#^KiSbfCo — ^/V^^PT- 1. 

[0 0 3 0] mmm 2 -^j^ ^—'r)v^^<om^ 

(a) • t^hPffi 

50 -^»^>^^^>r :/y K— ^GLA- 1 . GLA-2. T- 
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1. T-2. :JoJ:UJPT-l. PT-2<§r. ^tb^m 

K>^b^|g#la^4^{C:}oV^-C7 2-9 6^^:^*L;^Co 

(lOOOOXg. 1 O^M) ±« 
t;i @?^<O^^T >^ ^ ^7 A 5 0 t ^ J: 5 

\c%^{zMx.fc. m^m^7mrx^3 o^mmwvfc 

6 05>raS5:ebTd^b^^L^^5^« (1 0 0 0 0 X g, 

(pH8. 0) (C^^L. lOOOfi^iOlO 
mMy ^-^iS^IS-e-r-etC^ir^fkLT^cDEAE— fer/PP 10 

1 OmMy V^iSWJK (pH8. 0) ^0. 2M-Na 
C 1 ^^^tf 1 OmMy (pH8. 0) (OKT* 

^^^i^Rs^jtigifeTitffib. 0. iMv^-mmmm (pH 
8. 0) {^Mi^xm^i^r^Lo ^^v^ifiL«i gG>^^<feie) 

SW^^^-y^^^^^v-jfiiW I g G--fe::7r ;^4 B 

xmmvx. WMi^/cfett bP I vKA-ii#M^y ^ 

LA- 2, ^/V-trC^T- 1. ^/^a— ^/P 
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* n — P T - 2 <D^^K §-#^0 
[0 0 3 1] (b) V • If^ffi 
>^y;^^> (2, 6, 10, 1 4-x h^^f^/W-O^ 
T^;^>') 0. 5m 1 ^ 1 O'-l 23lt&COBALB/c^ 

GLA-1. GLA-2. T-1. T~2. PT-1. 

[0 0 3 2] ^^^-f :/y K— ^{co#— Enc*-^^^;^;^^^ 

^ 1 0 - 1 5 m 1 (om*-^mhthtLo 't<Dm.^mm^. 

2 — 1 Omg/m 1 -efeoyto ^ ^/V 

(fib. -^^St^^v^JfilWl gG— ir:7r ;7.4 B(D;«7 

[0 0 3 3] mmm 3 -.^/^ ^—-r/v^^co^^^^vt 
yy >^^=7:^^xumm^<om'^ 

^p— -^/P^^TGLA- 1, GLA-2, T-1. 
T-2, PT-1. ■^fc^^PT-2(D:^fe^;^^:/y 

^ms^S 1 *5 2 (c^i-il »9 T*fc5o 
[0 0 3 4] 
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[0 0 3 6] ^l*5<J:Uf^2{;i:JoV^T + liEL I S Affi 

hn^^lfvi Jil 5 S-'S 8 2#g. :7^i^^ 
^-Mfi 1-1 5 7#@. :7^:^^^i/h2t^l 5 8-2 
7 5#g. ^^M«(^l-4 l#g. -<:7^^Kn^l- 20 
2 4SM (fiL. g 1 a^g 1 u{;ie^bf:i^J5g-<:7^^ 
K) 43j:t5-<:/^KII(^ 2 5-4 l#g mb. g 1 a 

^/ ^n—^/Viyi^G-LA-l (2. Omg/ml) $r 
^^-r§7K^?^2m 1 ^T^iX:^;^^?^ (2%. Do 
w Chemicaltt: 0. 482/im) 2ml 

t^m^\.. mi^mmwvfz.^ :s^L^ (20000X 
^L. mimmmwx^f^o uxj^^^l^ (2ooooxg, 

1 O^^^K) bfc^, etM^Sr^KfcM^b. ^2 0#M3^^^^L 

^GLA-2, '^/W^#:t- 1. ^y^a — 

■:^/W^^*:T-2. :?^n— ^/v^^rpT- l^oi:!^^ 
y ^/^'fet^*:PT-2>^^V^T. ^m<D^'^y^u 
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